cardiomyopathy, Reims, France, September 2011. A) Adapter ligation and cDNA generation: 2 different reactions were performed to amplify negative RNA and positive RNA. TrP1 adapter was ligated to the 5′ extremity of extracted positive RNAs, and trP1c (trP1 complementary sequence) was ligated to the 3′ extremity of negative RNA. A retro transcription step was performed by using different primers. AvcRev bound to the positive RNA and allowed the generation of a cDNA of the 5′noncoding region until the terminal extremity (trP1 ligated sequence).
For negative RNA, a primer consisting of trP1 bound to the ligated adapter and gives a cDNA of the complete 5′noncoding region. B) Rapid amplification of cDNA ends PCR: a classical PCR using primers trP1 and AvcRev was performed on cDNA generated from positive and negative RNA ligation and enabled the amplification of the 5′ terminal genomic region. The length of the amplicons was assessed by 4% agarose gel electrophoresis (Figure, panel A) . C) Next-generation sequencing library amplification: to be sequenced our amplicons needed to carry 1 different adapter on each terminal extremity (trP1 and A). The first adapter, trP1 was added during the ligation reaction. The second adapter (sequence A) was added in 2 PCR assays; the first reaction aimed to amplify efficiently the interest region, with the addition of the first part of the adapter, and the second reaction added the remaining part of the adapter. EV, enterovirus.
